8-week-old control and HDAC4 SC-KO male mice were treated with tamoxifen (Tmx) and then CTX as indicated. Muscles from 3 control and 3 KO mice were combined into each group and SCs (PE-/APC-Cy7+ population) were isolated by FACS sorting. Note relatively low population of SCs isolated from KO compared to control. (B) Myotube formation of purified SCs.
Isolated SCs from muscles treated with CTX for 2 days in 12-week-old C57BL/6 male mice were cultured in GM for 2 days and then differentiated in DM for 2 days. Myotubes were stained by MF20 antibody. DNA was visualized by DAPI staining. Tmx-untreated mice. CTX-activated SCs isolated from 8-week-old male mice were cultured for 3 days in GM.
Medium was changed at 2 days after plating. Bars, SEM (n = 3 for each group). (C) mRNA expression of genes in TA muscles from Tmx-untreated mice. mRNA expression of indicated genes was examined in damaged TA muscles from 10-week-old control or HDAC4 SC-KO female mice. Columns, mean; bars, SEM (n = 3 for each group). NS, not significant, P > 0.05. male mice were isolated and transfected with control or HDAC4 siRNA and cultured for 2 days in GM. Columns, mean; bars, SEM. n = 3 for triplicate wells. **P < 0.01; NS, not significant, P > 0.05. (B) ChIP analysis using acetyl-histone H4 (K8) antibody was performed on control or HDAC4 KD C2C12 myoblasts. Note that HDAC4 deficiency had little effect on acetyl-histone H4 (K8) level in either Pax7 or Lix1 promoter region, whereas γ-sarcoglycan, a known HDAC4 target, was hyper-acetylated in HDAC4 KD cells. Columns, mean; bars, SD. n = 3. ***P < 0.001 versus control KD-K8Ac. 
